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RGEZDITRE I HEEER
BE 0C MEEMEE"

E¥E B¥HZ BWE XNEFER

(BHREREKR HM  225009)

B E EAMBRGEDTIKE 8705 $efalk DNA XK, 4 EcoR [ ¥k, if Sepharcyl
S—400 &, BB KT 400bp BB A B RGBSl R EBUER pGEM-3Z1 (-) P, L KR FF
# LC2a(hag . recA”); ERF HFHE TR BB 6013 MHAALF, AhiEd | MaAH
M FERE, /MEH & R DNA, SR K&, WA S B BEA A 15.3kb, # &
% pGI4015, 71, 3h 7 #MH LI H Southern blot 4+ F 23 HBIEH pGI4015 A8 % R4
EWEE I HWEEAXE HiC; AR BamH I Al Sal I L SMB SWEESEETE
B 7, MR W SRR OB pGI4015BS, #18 AiC & 1 F & /i X 3 ——3.8kb &) BamH T
/Sal THRARE L.

@3 BGZWIKE, [ HREEAEN 0C, RE

PIIRENEED = AT E a8 ZEH. 2RENERE; $SEEA2HELRTE
ZWED, m 0iC EAFRE. 1988 FANMRGES IKEEEAEHR "R, 5
WEMLMERTEES G TLER DNA LR =4 X#: 23cs(centisome) . 40cs 1 56¢s,
# 37 % H, Joys F Wei T 1985 £ & J5 K& H H-1. H-1°. H-1°. H-1*. H-I" #
FE-4, 1993 4F Barbara J. Masten X RET H-1* RFPLFE &4 RE",

1992 FEERZ ARIHPFH T TRERE A ERi AT, aHzs g
BB TR R LR E R E VBN EMNZRTE. ARHEZARMRS
EWTRERGAK DNA b RER H-1' BH, AR RFEEL N BREST R —
AT T 2R R N EEAEEHERRINRERBEOHROLE & M.

1 ARfe gy
1.1 BEgRFRE (& 1)
1.2 HdiEH

BB FR %I #: P YIRS EcoR 1. BamH'] . Hind M 24EAWITRARD S, HEWH
Boehringer Mannheim (BM)/: "l #l Promega 24 Rl JEH A #E DNA i S5 M iLHA
£:BM AR &, BITKE O MR H SR EEFME: 8 H = MY a5k,

s ARAAREECAT S AR EREEL WA, B4 LABSRER LR LHEXTEL TR,
AXT 199548 A 12 HA.
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%1 KRATAMEE. KR SR FERRE

Table 1 The names, feature and sources of the bactreia and plasmids in the experiment

& ] ¥ OB * ¥

Strain Characteristice Source
iﬂsxarmm 8705 HEH.
S. iyphimurium 1.4,(5),12:1: 1,2 ARBERAE This b
KEBITE(E. coli)LC2a Amﬁ‘, hag™.recA” % E Texas K¥

Rasika M. Marshey, Ph.D. 258

pGEM—3ZF(-) Amp* K 5: 8 {3 F This lab.
pHT 101 pBR322HC HZ& Okayama X3

Masatoshi Enomoto, Ph.D. M

13 BGHEAHIEE [ ANEEAERE 0iC MREREE

131 BMSTEY S BENAE A SEHNSES, SREBEYE S TEE DNA
HiR By PR B A s 4 4k DNA 350k DNA #YRR PRSI, Sepharcyl S—400 H 2
B, R FRRNRY), SR8 IL, DNA B4, B2 55 R H &M LS RIETEHRX
HRIS).

132 WEBEERA NC REMRHK: JiR Amp 4R LA KL EE. T3 2x YT
A F B FE2E, 37C 3575 24h, M FEELME T ML 194 K HW, ik A 30 (WHEFH
KPR ) R

14 THEHBEEAXHAE NC HEE

141 BANBI/MME: ARBMELH& R DNA, A BamH I +Scal.BamH |

+EcoRV , Sca I +EcoR V FA7TXEE 1, MERA N B KD, R iigdr £ 0 pG 1

4015,

142 siAEHE KRN MK ﬁﬁﬁﬁﬂﬁﬁﬁﬁ&ﬁﬁz DNA EFHILKBTE
LC2a, #FIEEEMESN 7, 2 H-1' BETF s (EEH K 1: 320) 430 Wi
®.

143 Southern blot 4 F%3 KK L pH 1 101/ Hind 1 4.5kb }Y B R4, 21
RS DNA $7i0 B BRI S UL B A A 807 R AT,

144 FHEREHIAEERSNAENE. SEARFIBENEMNMETHEEY
LB b, 7 D.DW BB L RBE%, H 1%NRERERE.37CHT, EL G B W
EWES.

145 SUEWEERE SDS-PAGE R Gsest EN5 57 LABK R B iR I L MR 1
EW K EWEE N, B CHRBIHFT SDS-PAGE Bk F&EHNA . FAMEERA
B P FE R B deT HAEHHST,

1.5 [HBEEAXENTEEER LR H

1.5.1 fliC' M 5 kE: %M pGl 4015/ BamH 1 Bﬁﬁf‘ﬁﬂlﬁ&Wﬁﬁmﬁzﬁmm%
%, W R pG 1 4015B; RS #t— 25 M pG 14015B / Sal 119 3 AEEYH Bk th
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44 B93% ROEYNKE I HREREAEE 0IC HZRMES 265

A0 B, R UK pG T 4015BS.

152 B pG I 4015BS RGRS 417 6 78 NiC R b BRI SR M EAYIE
EcoR V.Sca 1.LAK Sal I+BamH I 4% pG I 4015BS #EiTE I a3k 4M47, 33t 8
TR pG T 4015BS A K BIIK /N,

2 4 K |
L BIKE HEEEAER 0C WML
RESBWA 1, Pk DNA £ EcoR I T2k, i, SR ERMARRN

ExoR ]
BamH [
oeZ'

Sabmonella typhimurium 8705 pGEM —32((—)
chromosornal DNA 320 bps
EcoR I l Sepharcyl S— 400
__ v Ap
- - Scal
>400p — —— ] EooR 1
__________ ' .
Motiityfinhibition. test
BamH [
EooR 1
{EwoR I {BooR 1
‘BaraH I iBamH I
i BamH i
‘ExR 1 o BeoRt 1
t Sa I
wZ - Lo EcoR V
s . 8iC (i
pGI4015B ubcloning pGHOLSBS
11000 bys Sl ea1 7000bps
Sal I
BamH I
Sal I
Sal I Sca 1

A1 pGI4015BS MMy K FE R v g D FEL il
Fig.] The construction and restriction mapping of pG I4015BS
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pGEM—3Zf(—) B £, St KB E LC2a, A B ¥ H B X T L ItHET 6013 154k
F AL T 2R 2 ¢ YT R M e, e s IR T, 3 4015 THIL TR
AEhh, s im TS .

2.2 !{%EEEEEB&M%.EE :

221 AR BEMLEREA/MGITE: $ 4015 S WEA Miniprep 55 R R AR T
BAH 1A A/NE 10.0kb B BRSNS B Z A BB A R pGI4015. BRI-1 &
pGI4015 I %) #£ 85 41 3%, 48 FiR pGI4015 9 BamHI+EcoRV . BamHI+Scal #
EcoR V+Scal B8 H) i Bed A/, HH88 BER pGI4015 HIK /N 18.5kb,

222 FHRHAMERE: 30 EE KRN WHKLREH, pGI4015 KRS H
LA K BT LC2 PR L, T LA —EWE (1 32000 H-1' &
B F I 35 BT 4 ok, MOX — i B o AT A4S 458 : pGI4015 FE A RO DT ) R E TR
EEHERA MGC, W HERERE LC2a PREB B EHRIE,

223 Southern blot 4F T4 XY J it — B IFAT RN TR PH H-1' £H, K8
& pGI4015 / EcoRI, pGI4015BS / BamH+Sall, pHI101 / Hind Il 5 fliC’ ¥ S R4
47 Southern blot 4> T-243¢ (B M 1 —2). A1 LAFE B pGI4015 7E 15.3kb {7 BALH —
B 9 2 32 &5, WESC T pGl4015 R M A fC B, FE, WIEEE MR
pGI4015BS £ 3.8kb H4i B 4b i 30— WM 230 R4, L0 MC" BB AL T 3.8kb Ky
Bth,

224 $:{LE pGI4015 WWERASWE. 7 H300 BHEE F. TUBEBAEE LR |
WEEOR K T D M A (B 1 -3).

225 ${LBWEER SDS—PAGE MG BN S INER: Al RRFETLUAELE
i C FE MR, TS AT LC2a B A MW ERA. HUHKEES
SDS—PAGE WER I —4, GAFsEngs REw. iC XAMEERA T TRN 49000, X
SRAREAED | REEEEN 8, EIBY 555 de7 BRI BNEFRY., X
SR A BE L T NC R MBI R S RE, B—E, AEEKFRIETH
FEOST LN ELRSUR RN,

23 8iC HECEMEES

23.1 fiC BT/ # T EF NiC WRETIEMN 87 HIE %S IE, X pGI4015 #47 T
W, B EGN BamHI A Sal [ #24, R S5WEEHRBLRMN H B, WH TR
pGI4015BS; % liC 2 £ 2 $1 /B X 1 (3.8kb B SMR v BY) £ (BRI —5). Southern
blot 4+ FZe3ciR % & pGI4015BS A 3.8kb b | RMIBMRFM (BK 1-2),
M DNA /K- FiFsE 7 fiC &8 SRR Bk pGI4015BS .,

232 Rk pGI4015BS HIRG LM AR 1 —5 sPal LU i 0K pGI4015BS 7 Sca
I fiis 34, BamH I .Sal I #1 EcoR V{4 1 1. Sca I BHIH BAIR/MABAE 2.3kb
#4, Ti fC B9 A 1.5kb, FILAZE liC PEAH 14 Sca I s AXAEIE EHA
B S IS 37 5 7E OB pGI4015BS A MR, TR Joys BV, 72 AiC' #
B4 Sca I 7 EcoR V&% | 4, BEM T EX, of LAHMTEFE LR flic' &
BEh A F ARG A, BN Sca 1Al EcoR V.LLSEMT OiC Al X, HRHF 1 M
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A, B fC R 2k S0 B RE B A BR AR A, SO 07 4 5T LA 9 A1 IR B 00 4% B4 AL 32
A

3 39 #

LB R ARALRE N R B R AR YK E H-1' X5 (1iC), fike
B fliC {2 F 15.3kb & EcoR T BN Bt L, 5 1985 4F Joys 4R34 4.3kb 1Y EcoR I
BUHBHERA HXHAFE. BH 153kb # 4.3kb F A ~FE MC AN, TR
fiC' FH BT EcoR I fIA5RIR M, XfE R TERH HEEN AR,

ALRWINMREZ -RIETARAEE. BRSO IARRXEGFE, ©
MBI TRERRBH AR BENEARERARERAER TS HE, SWNRELE
WREEET HFE HAFNEERAENGRNFE EMRESFAS WEBOEELARN
SERETERE, TRHEBERFEEARGE, RUERE NS EEARSEaBIIRE
HEEABRAREN. MAZR—MESES AR ANZEEOBRSEEN) B¥EE
HERREI, RETBEURERS., RIOITAAREE LC2a A LR HHE,

LITREMWEBRR AW AHS, RIS GEY T IRE (S, gallinarum) M E R
H(S. pullorum). BIHGNIE, REXBERRN S TRERBEARERTNR
H, DUDUR —Se iy v A HEW, 43 IA 9T LA CT 2B R H A Bt ol R —
BRETE.

BEMTRE KR AIC ] 0] A X AR (K L 3R 2T 1, 0 L B e RIK SN B 3
ANBEAY, MEBOAYTRETEBREIOX. LELBN 2% AW S RERAT
WEEAM AP BEOW I TRETL OB GLE, TTE SRR B, 30080k B 4
S0 TR SRR, RS AT B A R LR A AR W AR A
MR T LA 7E B 0 M B R A T W AR 40 i P A7 18 35E 1, BB SO bHs PR R
R4 THR". LS ARAENRERMTREENS. ARM YL, ZHFEEHR
B EBELER B ERAIHIF, HIV-1 89 gp120, sk X s IR ERENF T RTFES. B
Mtk El E BE M B 0455 R e Mt & liC EEP T &K, HHEsi s e
H—E I AR PR RO 1Y, B 7E BT RORE pGI401SBS b F ik Rt R E R Rk
B 7 R — 2 ik,

$ £ X #®
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CLONING AND IDENTIFICATION OF fliC' GENE OF
SALMONELLA TYPHIMURIUM

Cai Xuezhong Jiao Xinan Zhang Rukuan Liu Xiufan
(Depariment of Veterinary Medicine, Agricultural College, Yangzhou University, Yangzhou 225009)

Abstract Purified Salmonella typhimurium 8705 chromosomal DNA was digested with
EcoR I. DNA fragments above 400bp were obtained by Sepharcyl 5—400 chromatography
and cloned into vector pGEM—-3Zf( —) . then transformed into host cell LC2a( hagis
recA”). One out of 6013 transformants was found to be motile and this clone was named
pGl40)5. Miniprep proved that pGI 4015 contained an inserted fragment about
15.3kb. Motility / inhibition tests as well as Southern blot hybridization showed that pG [
4015 bear the H-1' gene of S. ryphimurium. With the aid of BamH I and Sal1 site, se-
quences unrelated to flagellin in the cloned DNA fragment was removed, and a 3.8kb frag-
ment containing fiC gene was subcloned. >

Key words  Salmonella typhimurium, fliC' gene, Clone

m K B W

Expianation of plate

1. Fik pGlaots MEAMLIEE  Agarose gel electrophoretic pattern of pGI4015

A. pGl4015/ BamH 1 ; B. pGl4015/EcoR V; C. pGl4015/Sea T ; D. pGI4015/Pst T
E. pGl4015/ BamH I +EcoR V;F. pGI4015/ BamH [+Sca I: G. pGl4015/ EcoR 'V +5¢a

I; H. Marker(d DNA / Hind ).

2. pGl4015 A1 pGI4015BS £+ F#3AE Hybridization of pGi4015/ EcoR I and pGI4015BS / BamH
1+8al I with NliC'—specific probe

A. pH 1101 / Hind [I; B. pG14015/ EcoR 1:C. pGI4015BS / BamH I +3ca 1

3. 84k @ pGI401SBS M M E T8 &5 i 3 B %€ (5000x )  The flagellar shape of pGI4015BS
transformant under the electron microscope (5000%)

4 WEEN SDS-PAGES R  The SDS-PAGE pattem of fagellin

A. Flagellin of pGI4015BS expressed in E. coli LC2a; B. Flagellin of S. typhimurium; C. Marker.

s, Bt pGI4015BS MHId kA  Agarose gel electrophoretic patiern of pGI4015BS

A. pGI4015BS / BamH 1 ; B.C. pGI4015B5 / EcoR V ; D. pGI4015BS /Sca I ; E. Marker( 4
DNA / Hind I1}: F. pG14015BS (undigested).
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